. Distribution of chromosome lengths and widths; quantification of chromatin-bound and cytoplasmic H1M in Nap1-depleted egg extracts. Band intensity for the mock-depleted control was set to 1.0 so the relative differences could be compared. Error bars show SD. *, P = 0.006 in unpaired t test comparing mock-and Nap1-depleted extracts. Figure S2 . Reducing glutamylation in the Nap1 N or C terminus individually does not affect spindle assembly and chromosome condensation. (A) Quantification of Western blot band intensities from Fig. 3 B. Band intensities were quantified in ImageJ and normalized to the amount of Nap1 loaded, in three experiments from three different extracts. Bar graph shows quantification of mean anti-Glu band intensities; error bars show SD. Band intensity for wild-type Nap1 was set to 1.0, so that the relative differences between mutants could be compared. *, P < 0.001in unpaired t test. (B) Fluorescence micrographs of spindle assembly reactions in which Nap1-depleted egg extracts (dNap1) were supplemented with mutants Nap1N6 (six N-terminal glutamic acids changed to aspartic acids), Nap1C9 (nine C-terminal glutamic acids changed to aspartic acids), or Nap1N6C9, (both N-and C-terminal sites changed). Both Nap1N6 and Nap1C9 restored normal spindle and chromosome assembly, whereas Nap1N6C9 did not. (C) Wild-type Nap1 and Nap1N6C9 induce similar levels of sperm decondensation. Increasing concentrations (0-2 µM) of either wild-type or Nap1N6C9 were added to demembranated sperm nuclei in 50 mM Hepes buffer, incubated at 23°C for 20 min, stained with Hoechst, and imaged. (D) Strep tag pull-downs of wild-type Nap1 or Nap1N6C9 incubated in either metaphase-or interphase-arrested Xenopus egg extracts. Resin was eluted in SDS sample buffer. Eluates were run on a 12% gel and blotted for either Nap1 or H1M. No difference in H1M band intensity was observed between wild-type Nap1 and Nap1N6C9. Note that although H1M appears to bind stoichiometrically to Nap1, it was not significantly codepleted by immunoprecipitation (Fig. 2 A and Fig. S1 C) presumably because the polyclonal Nap1 antibody disrupts interactions with associated proteins. Bars, 10 µm. 
